Supplementary Figure 2. ATRX is required for senescence induced by MDM2 knockdown.
The LS8817 scr and LS8817 shATRX cells (left) were described in Figure 1 . Similarly generated LS8313 scr and LS8313 shATRX cells (right) were prepared. (A-B) These cells were transduced with an shRNA vector targeting MDM2 and the effect on protein expression (A) and accumulation of SA-β-gal (B) were determined. ATRX was detected with the D-5 antibody. All data are represented as mean ± SEM from at least 3 independent experiments. * indicates p < 0.05 using a two-sided Students t-test. Clonogenic growth was measured by crystal violet staining three weeks after the removal of the drug and replating the cells at low density in the absence of drug. Representative images are shown (left) and colony number is quantified (right). (E) Telomere restriction fragment length assay was performed on 1μg of genomic DNA in the indicated cell lines. All data are represented as mean ± SEM from at least 3 independent experiments. * indicates p < 0.05 using a two-sided Students t-test. Scale bar indicates 20 microns. shATRX were treated with doxorubicin as described in the legend to Figure 1 and ATRX foci detected by immunofluorescence, counted, and average number plotted. Representative images are shown below. (C) LS8817 cells were serum starved (0.5%) for 5 days. The proliferation of these cells was assessed by BrdU incorporation. Senescence was assessed by the accumulation of SA-β-gal positive cells. The number of ATRX foci as measured as described previously. All data are represented as mean ± SEM from at least 3 independent experiments. * indicates p < 0.05 using a two-sided Students t-test. Scale bars indicate 20 microns. Figure 2A. (B) The presence of PML foci was assessed in LS8817 scr and LS8817 shATRX cells after treatment with PD0332991 for seven days. Graph represents the foldchange in the number of foci per cell in PD0332991 treated cells vs. untreated controls. (C) LS8817 cells were treated as described in the diagram in Figure 4A . PML foci were detected and quantified as described previously. Representative images are shown (left) and the number of PML foci per cell is quantified (right All data are represented as mean ± SEM from at least 3 independent experiments. * indicates p < 0.05 using a two-sided Students t-test. Scale bar indicates 20 microns. 
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